[Abstract] This method is for the immunoprecipitation of Flag-Tagged RNA binding proteins from mammalian cell lines and isolation of the bound RNAs for analysis by quantitative real-time PCR.
Alternatively use 30 µl SepharoseG-Beads + specific antibody. The amount of antibody and beads to be used in the precoupling will need to be determined in preliminary experiments. Typically using 10 µg of Ig for coupling is a reasonable starting point.
2. Use 2 x 10 cm 2 tissue culture plate per condition (this might vary depending on the cell type and the level of expression of the protein of interest). Do not process more than 10
plates at a time.
3. Transfect cells and incubate them for 48 h to express the tagged protein.
B. Harvesting the cells 4. Remove medium, wash the cells once with phosphate buffered saline and add 1 ml 0.25% Trypsin (pre-heated to 37 °C). Incubate at 37 °C until the cells start to detach.
5. Add 5 ml DMEM including 10% fetal calf serum (pre-warmed to 37 °C) to inhibit the trypsin.
6. Remove the cells from the plate by pipetting.
7. Transfer the cells to a 15 ml conical tube and incubate on ice for 5 min.
8. Harvest cells 2 min at 100 x g at room temperature, decant the supernatant and resuspend the cell pellet in 5 ml ice-cold phosphate buffered saline. Keep a 250 µl aliquot for Western blot analysis to be used as a transfection control.
9. Add 143 µl 37% formaldehyde (over a period of approximately 10 sec, treat all of the samples in the same way).
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11. Add 685 µl 2 M glycine (over a period of approximately 10 sec, treat all of the samples in the same way) to block the formaldehyde.
12. Place the 15 ml conical tubes on a rocking plate and shake for 5 min at room temperature.
13. Harvest cells by centrifugation for 2 min at 100 x g at room temperature.
14. Decant the supernatant and transfer the cell pellet to ice. 
